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^ INTERNATIONAL PRELIMINARY EXAMINATION REPORT 



International application No. 

PCT/JP99/05069 



L Basis of the report 



!. With regard to the elements of the international application:* 
|^| the international application as originally filed 

| | the description: 

pages ; 

pages 

pages 

|~| the claims: 

pages 

pages 

pages 



, as originally filed 

, filed with the demand 



.filed with the letter of 



, as originally filed 

, as amended (together with any statement under Article 19 

, filed with the demand 



..filed with the letter of 



\ | the drawings: 

pages 

pages 

pages 



, as originally filed 

, filed with the demand 



filed with the letter of 



[~| the sequence listing part of the description: 

pages 

pages 

pages 



, as originally filed 

_ , filed with the demand 



m , filed with the letter of 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language which is: 

the language of a translation furnished for the purposes of international search (under Rule 23.1(b)). 

_ the language of publication of the international application (under Rule 48.3(b)). 

the language of the translation famished for the purposes of international preliminary examination (under Rule 55.2 and/ 

or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
preliminary examts^jon. was carried out on the basis of the^pquence listing: 

contained in the international application in written form. 

^ filed together with the international application in computer readable form. 

fUrnished subsequently to this Authority in written form. 

furnished subsequently to this Authority in computer readable form. 

The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 
1^3 The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been furnished. 

4. ^] The amendments have resulted in the cancellation of: 

I \ the description, pages 

n the claims, Nos. 

I 1 the drawings, sheets/fig 

| — I This report has been established as if (some of) the amendments had not been made, since they have been considered to go 
5 * I— I beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70.16 
and 70.17), 

** Any replacement sheet containing such amendments must be referred to under item I and annexed to this report. 
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III. Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 



1. The questions whether the claimed invention appears to be novel, to involve an inventive step (to be nan obvious), or to be 
industrially applicable have not been examined in respect of: 

1 I the entire international application. 



claims Nos. 1-8.10-13 



because: 



the said international application, or the said claims Nos. 1-8.10-12 



"I relate to the following subject matter which does not require an international preliminary examination (specify): 

The subject matters of claims 1-8 and 10-12 relate to a diagnostic method for the human body, 
which does not require an international preliminary examination by the International Preliminary 
Examining Authority in accordance with PCT Article 34(4XaX0 and Rule 67.1(iv). 



□ the description, claims or drawings (indicate particular elements below) or said claims Nos. , 
are so unclear that no meaningful opinion could be formed (specify): 



□ the claims, or said claims Nos. are so inadequately supported 
by the description that no meaningful opinion could be formed. 

[ | no international search report has been established for said claims Nos . 



2. A meaningful international preliminary examination cannot be carried out due to the failure of the nucleotide and/or amino acid 
sequence listing to comply with the standard provided for in Annex C of the Administrative Instructions: 

| | the written form has not been furnished or does not comply with the standard. 

| | the computer readable form has not been furnished or does not comply with the standard. 
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Novelty (N) 

Inventive step (IS) 

Industrial applicability (IA) 



Claims 
Claims 

Claims 
Claims 

Claims 
Claims 



9,13,14 



15,16 



9,13,14 



15,16 



9,13-16 



YES 
NO 

YES 
NO 

YES 
NO 



2. Citations and explanations 
Claims 15 and 16 

Document 1: Human Molecular Genetics, 2 (7), 1993, Annett Behn-Krappa et al, "The state of DNA 
methylation in the promoter and exon 1 regions of the human gene for the interleukin-2 receptor a chain 
(IL-2Ra) in various cell types," pages 993-999 

describes a method of detecting the methylation degree of cytosine residues in the promoter and exon 1 
region DNA of interleukin-2 receptor, using a methylation sensitive restriction enzyme. So, the subject 
matters of claims 15 and 16 do not appear to be novel. 
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&X-*mz&ZbtlZ>&-&frhZZttffybtlXi<^ [Trends in Genet. (TIG), 
323-329 (1997) ] 0 

**/Mfctf#V ^h^%imU£hZ> [Trends in Genet., 13, 444-449 (1997) ]„ igfi 
^«m««*R^i-CpGT>r7^Ktt5t€T^7 , 'n^-^-®^|ifc5-i;^#Vv 
^^^hP^^^ffii-S^tfeSd^^^^^nXV^SCNature, 389, 745-749 
(1997) J. CpGT_^7^KWDNA^M^MI:$*VT^5tjifi^^m^iST-r5«l«|li 
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CpC binding repressor 2)tWttM?>''W8lifi1£GL, Zflifit^h^<Dfil7±^ 
5D. Biochem., 125, 217-222 (1999)] 0 

[Adv. Cancer Res., 72, 141-196 (1998) ]. L*>U ^(DS^ifttSSfllifilliSfe^ 

it££r&< tK9^^a^^>*^aaEM-*-r>y9AfcJ:S<b*lllF*«rfflv>S3!r 
ft,^>UflSDNAfc#J*W*tt»*lflV^*a^W3Sr!fe[NacWc Acids Res., 26. 
2255-2264 (1998)], MeCP2fc£*OMBD(methyl-CpG binding domauO&fflWcT?^ 
=-T^**7-^fei3«fcTJ t DCGE(denaturing gradient gel electrophoresis)jfe[Proc. Natl. 
Acad. Sci. USA, 96, 2913-2918 Q999)]&2?*S&&dK ft<^btlX^^O\tMM^L 
^MJ^^AQfSSrfflV^^^TfcStProc. Natl. Acad. Sci. USA, 89, 1827-1831 
(1992), Nucl. Acids Res., 22, 2990-2997 (1994)3„ 

«*. *WJ:5*tea«rLfcDNA«r«rai:LT5»«»;^-1?it«KJC (Polymerase Chain 
Reaction;^T, PCRtfE"*-) JiWtfcV^tt^tt^EWO^hV^ 

^fflV>TmilSi _ 6t,<>toyyADNA{CfcV>T^f->'Vfk$HTVN5^h^«SoS8 

i<oyyADNAJbT<a^Mfc<a^&&&5;it#-?£S 0 
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#5i!fflJSii5gtt&i&"efc5o 6A-CH:AP<02%E/ > ±^lii^-f5[The Lancet. 350, 
349-353 (1997), The Lancet, 338, 227-230(1991), The Lancet, 338, 23 1-234(199 1)]„ 

^^F ; 5:W 1 t)Oli^lbttTV>^V>[Nature Genetics, U, 231-233(1996), Science, 264, 
1141-1145(1994), Arch. Dermatol., 130, 216-224 (1994)] 0 — AfoOtrvf-SlM 
hTli^&iiJitB^SIfc (epidermal growth factor receptor , EGF-R)0$S*SaS/L 
ilL-TV^i:tf>$lil£jlS&5[J. Dermatol. Sci., 16, 120-128 (1998)] 0 <r??S1M 

kcoegf-ro^i*, 4*9— p>r^^-6 (il-6) (ciswasi-^oxn^f 

ft«O^7^y^-<h-C»iiL-6<7>Pi«iCOWIS^^^b-fEGF-R355«^LTV>fc 0 
EGF-Rite^O^n^-^-^rtCpGiajlJ^SST^^fc^O^iClti^ 

ta«S5ia^^-t*Swi:^$ixTV>5CJ. Biol. Chem., 266. 1746-1753 (1991), J. 

Biol. Chem., 263, 5693-5699 (1988)3, 
t h O * & J| ML IS * $ IF * ( EG F-R ) it ft ?• 7* o * - 9 - ff «fi © £ W I* , 

GenBankx-^^~^©T *-fe->a y# ^M38425 SftTV ^ e &£i£?IJ ft?, 

ffllR^^(ni4#e)©±^500^S©®^J:^Myho>'<oW^^oTit 

•CV^SCJ. Biol. Chem., 266, 1746-1753 (1.991), J. Biol. Chem., 263, 5693-5699 
(1988)3. 

tfM(D&Wte, Dermatologica, 157, 238-244 (1978), J. Dermatol. Sci., 16, 
165-169 (1998)&^idf2t££>^$r&2£ (PAS1 ; psoriasis area and severity index) 

Sli:iftfii«^9»ia«ISH4«lftT?*>S. [Nippon Rinsho, 57, 333-338 (1999)3S& 

*3Rt>*B?>n-c*j>j, tr^ta«a#ttttiitHLA-DR4«>ite-?afc©«BB* s *«*H 
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£ £ # 2 (erbB2/HER2/neu )<7>i££aS:fcitLTV^£?>&&aSfcM Seminars in 
Arthritis & Rheumatism, 21, 317-329 (1992)] „ 

m\t, GenBank•r-^^ ; -^^T^'^rv'3^#^Zl3970^3P^^i^TV^5 o dOfgift 

Cell. Biol., 7, 2597-2601 (1987), Proc. Natl. Acad. Sci. USA, 84, 4374-4378 (1987), 
J. Biol. Chem.. 265, 4389-4393 (1990). Gene 136, 361-364 (1993) , Cancer Res., 54, 
4193-4199 (1994)3 . 

tt*, *te88Wy^-^«>«Mfrtt, [Arthritis Reum., 31, 315-324 (1988)] t£lZ\Z& 

So 

E*T<£ (1)^(16) lcB8i*5. 
(2) iMIstM ^Mfcfcfi?-^ f-PS/i^-*— OS:#*7r5y-, •feyi'-M' 

$fco 

g£fc2(erbB2/HER2/neu) , k*&&%#m*&&1**ZV&*to&*&W* 
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h& &Mmm&&i.u®temm*bm\zti<5mfa%M&m&-ebz>s Jtsa(i) 

ta(i)IB3$o^»r&o 

(6) »****«&**B^5fe»*afiT-o«aicM4««*rT?#)oT, e*j 
±e<i)e*<&w*afc. 

(7) E?'J§-5§-4fc43tt5J&g#-f§-668 s 671, 687:fcJ:t/697©^bi'>'8lgtf>P<?vWfc 

^SSSrS95S1-5wt«r#m,!:i-6, ±E (6) 

(9) ±B(l)M8)K*©&»ttM>v*-f tuWiffiv^, EW#f-l*JJ:V2lE*© 
*XE*J«r*ri-5DNA^<^- 0 

(10) ^$H5{IEg^^^2(erbB2/HER2/neu)SeiF-W«mtgl 
4-t-5m«cTfooX, EW«8E*©*raWT*fc*L$«tf-Cfc3, ±12(1)12 

(11) E^j#^8(w*3lt-51tS#^268, 276fc±U«288©S'te/VJia©;*? , /Wfc©a 

5^£#18£1-5, ±E2(l0)fe®©i£ISr8: o 

(12) EW#*8lCj3tt5, *»^268©^hVi'RX©;'^A'flS©a£*:il'<5:: 

fc*«*fc-r5, ±»<ll)E*©WWife. 

(13) ±IB(l)~(4)*5«fcU«(10)-(l2)fS«t^»r&©VN-rH^^fflv>5 > E^J# 
»5*fcttBE*©aa*HI«r*1-aDNA? , 94-T-. 

(14) E«##-l,2,5*fcl46-e*$Jx6«aXE5f«:*i~SDNA. 

(15) ^>fh*^V^^MfeTO|gaJw^^1-5DNA^VN-C<#^®to'>k>^ 

(16) **>Wfc©a*«*ffl-r3#ifctf, ^f-^k«Stt«ll!R»*«rfflV>6*tt» tK 
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DGGE(denaturing gradient gel electrophoresis)j£T?fe5JbiE(15)g>$<Z>;£&o 

m%®&77Vj-%}?tfmbfiZo 

: ?-*i'y*-t-—Vm$:®ft77VJ-tLTl-3i K m&®m m (Epidermal 
Growth Factor-Receptor;£iTEGF-Ri^"t" ) [J. Biol. Chem., 266, 1746-1753 (1991), 
J. Biol. Chem.. 263, 5693-5699 (1988)] , $t&mmtimm : ?-(EGF-R)m%L®ft2 
(erbB2/HER2/neu) [Biochim. Blophys. Acta, 1377 , M25-M37 (1998), Biochim. 
Biophys. Acta, 1198, 165-184 (1994), Molec. Cell. Biol., 7, 2597-2601 (1987)], jh 
/I^S^iiJSa^^^flc (Platelet Derived Growth Factor Receptor; JUTPDGF-R 
fclfc-f)[J. Biol. Chem., 269, 32023-32026 (1994), Oncogene, 10, 1667-1672 
(1995) J^'ift&afflJ&ifJIK^-SJgfM Vascular Endothelial Growth Factor 
Receptor; UtTVEGF-Rtffci") [J. Biol. Chem., 270, 27948-27953 (1995>]&if#fctf 

&±»S-l52*><b-733# g <M&m-£-e<Dmi&, erbB2/HER2/neuitfc ^ <E>8!IR!»£ 
±SE-l;4>k-647# WlS$[Mol. Cell. Biol., 7, 2597-2601 (1987)], 

PDGF-Rjta^ <Dfc^fflteM,±m-lt>>b-2QG0& i Hl&tCmcogene, 
10, 1667-1672 (1995)]. VEGF-Ri&fi^OiKG¥5^^<Z>l§22-720^^+548#g<Z>« 
&£V<Dm%LU. Biol. Chem., 270, 27948-27953 (1995)]&£;5Sfctf bh£> e 
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S&Mfj&fb^iWfc (restenosis) % ft £Xfi1flL , gm£&&Wlbi-Z 

mm. mm. ktfiUd&mtek-ztmtL. &f* 

#K»i>WyAdNASr«JRi- tt&tLX\t. [Proc. Natl. Acad. Sci. USA, 74, 
1245-1249 (1977)3 KEfc©;fri&*\ ^f^TX/™ i^y^DNA tfay^-tfvf 
i'a/'^fA (Ready Amp™ Genomic DNA Purification System, Promega&HOSrflj 

iCTWfenfc^yADNAO^^fbOSatriltt-rS^fttLrtt* [Nucleic 
Acids Res., 26, 2255-2264(1998)] iZ^^tlit. ;<*Mbtt&&IMIBIt*&JBt'* 

^^^DNA^1#^^^^^^ffl^fc^^^W^fe.MeCP2^,ir^MBD(methyl- 
CpG binding domain)SrfflV^cT7^=x^-^v^i£fcJ:VDGGE(denaturing gradient 
gel electrophoresis)£[Proc. Natl. Acad. Sci. USA, 96, 2913-2018 (1999)]&^/J5<Mf 

Proc. Natl. Acad. Sci. USA, 89, 1827-1831 (l992)lC|e«$ilfc^fe{l!|iCT, Mffi 

EGF-Rite^co3g^{cBi4-i-5^$r4?y^7— mmuifc (pcr) miczmffi-r 

*V7*st\stm.*m^tcmm*mi£^xm&-tz> 0 m^ir^nMt\,x\t. c P cia 
n*&<^mmt&$t&m.L\ l \ ^Ammm^m^iECF-RmB^td^xt):. 

&tfhV. *<D±.ffi- 152# B <D&£a>P>-733# g O&SSTCtfT'n^- 
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raffia m^Mk*/hi/^nm\***>®mkLxmffi£trt>o -t%t>h. &pcr 

l£"f\J. Sambrook, E. F. Fritsch, T. Maniatis Molecular Cloning a Laboratory 
Manual 2nd Ed., Cold Spring Harbor Laboratory Press (1989) (&T* ^rU^-Ay — ? 

m^, ^m^td^?cmm^mmx>mb\^ E&m^tfflozfy^-, DNA#y 

£fi££-£5££i::«]:«JfT&? 0 *a-=^ %2m\zft1fc 

$HTV^5^ttt4P]te5c^T^Lfc^^U^K^S^$^e*&,fc^>V^^iPe^kin 
Elmer^(D^>f ♦^^/W«^~^ViX^«drs/h(Dye Terminator 

Cycle Sequencing Kit)i:PerkinElmertfcO^— ■^^9— (Thermal Cycler 

2Rfi),feSVN«^5fel*^at^^W^^K*®ii^SP58*^«rPRiSM T " 310 
Genetic Analyzer (PE Applied Biotechnologiestt)/^ifO!)iSbSISE?lJfl?^gS$rffl 

h^(D^m^n^<>xpcRm^<D^mn^mmir^t^y^DnA\z^x^h 
wmmtw Mtetix^ztzzx-te. *-hyi>*ry7j-£it\t&M&mmm 
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^D-=y^^-i:LtH, pUCl^pBlueScript SK(-)(Stratagenetfc)=teir^>y 
5. 

a&t£¥<Dls£.±f£iMlZ.V7yxy*~- ALT, an=- &3gtfc"f 5 0 *;M:;h,0=»n 

EGF-R»&^<OSBiRBfl&& (&?»J# *H§e«S©i£g# #-1 1 14Cffi £ ) *>ib- 446, - 
443. -427*3«fcU5-4l7#B (ffi?>JS^4iem^S#f-668, 67 K 687*3 £1*697 Id 
lBS)«>>h->^SSrji?Wi-5o ^SI«8|l(io)^mmi-^tfc30AroS#i:3OA^ 

&tf>£-tHS2£*T-C£>5t§-g\ 83%&& (25/30) <D«&^£t>oT$&&T-fc5£^»rTt 

tfeiRll(ll)^^LfcJ;?^-446#@Q>'H>y^5iS^^A'^$HTV>/j;V^^, 

83%sjt (25/30) <7>m®zt>ixi&m-chzmm'?% s e w<z>68, 
%kBLTLt&mmmm®.m( 10/30) -c*>s 0 

372*S«fctf-360#@ (K?l|#^-8^*3J-t^igS#f-268, 276$3«t^288^ffiS)^>h 
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lllfc0li2(lO)^7i?L/cJ:p{C-38O#@ (E#J#*§-8K:*m-5Jfi&# #268 Kill 
£)Wi/K'y&gtfM?vWfc$iiTW£V>i§£, 67%g&(6/9)<Z>fi$$r<koTli 

$101*, EGF-R^^yADNAO^SR8i^^(i2a?li#^40JeS#^lll4)75»b- 
446, -443. -427tJ<tV-417#B (ga*y#-5Htf5i£g#-§-668, 671, 687feJ;V697 

?u*-9-ffi$,<Oi/\.i/i,(0*^Mt/<9-y<Oih, S8gf?PI&£±ffi-380, - 
372*i«fcV-360#l (K*U#-i§-8K*3tt5j!£g:g^268, m&X.mmz.ifc*k)<Di/}> 

(PASI)[Dermatologica, 157, 238-244 (1978), J. Dermatol. Sci., 16, 165-169 • 

(i998)]ics-j$, mmtmmft. mkmztift&mo&t®%%w4»tm 

(2)«t^#*»<blfefe«s: (y «/ A) 
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$DNAtf>ttffl*Jj:tf fit©!*, ReadyAmp™ Genomic DNA Purification System 
(PromegathS[)£/flV\ ^v^aT/H^oTftofc. fjfS^ftfcDNAIi, TE$ 
mdOihMhy^mtt, ImM EDTA, pH8.0MC|gft?U &$J£100m g/mlirlfco £ 
ft£4VADNAfcfc£LTfflV^ 0 

OJ^yADNAtft^oag&jiaig^-hy^^siia 

sIl&^IKZj-C^fc^n^tWOy/^DNA^flsjCjltL, Proc. Natl. Acad. Sci. USA, 
89, 1827-1831 (1992)^IB^^jfetCiHC > fiSiag^hy*A&Ji£tT£o*;. 

->VADNA&ftl /i g{^ ^r-fUT — DNA iLT pBluescript SK(-):^;*SKDNA 
(Stralageneft§!i)&9/i g^fcl*ft£. 0.25M*^b^hy!>A^^50Ai 1^. 37«C 

Wizard Genomic DNA Purification System (PromegatfcS2)££iV\ Usf*"?— aTMZ. 
^o-CDNA^r^lSitx TE8ir$(10n)Mhy*&Sfc^ ImM EDTA, pH8.0)50/i IT?*! 
5i!{DNA^taLfc &ttiLfcDNAK2N*&{fc^WA5M i£fln;tTig£U ££?S 

tflBH^a^-r-U 100%:t*y-/UlOO//lfcflO*Tft#L*:<Z>^ -20^X30^ 

Rfl&gLfco »ist£. 10,000 xg-cio^^jg^^tT#e,n/cet®^ic7o%^/ 

-/H00Ml«r»p^r®®$li:fc o 10,000 x g T5£WJ!«&#«LTifciMb«: 

SDNA^^Lfc 

tF©*A«»H^a**<EGP-R)ite^©^*~^--JS|iflfH«lcft*K^|E 
-TSCpGia^J^ixhi/^aS^^^/HbiSr^^ftfc. EGF-RjUS^yp*— *-JS 

BfWtitt* EGFHHtft*©||lRBIfc&±«& - 152 733# g ©ttSEWIr^U 

g£?l|S^4^3SSa^ c P©38l-962(0«[SI£^J-C^$^5^«cT&5, ft 
«*<0i^5/V&*<W*Mfcfc/IW -f <5fc*^PCR7'7^^-Tfc6, MP3 (E?V# 
*i)*J:tJ^P4<KW»*2)0KW0RW-lc:ovvT»4KT©J:9K:L-Cff*ofc # 
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ftifi (ie^JS^llBto^S§^8^l3) I^^IS^^EcoRl^^llfE^J (GAATTC) 

(5) PCRI^«fcSii4i . 

TWTOJ:5fcPCR&*HeHtTfcofc. 

^tl-etlO^SDNAl a/ IKftU M^c35.5/u I, *fl:^*i^AA9lOX PCR^jij 
W. (CIBCO BRLttK)5M U lOmM dNTP$y?*(GIBCO BRLtfcM) l p K 
**fK(DMSO; SigmaitCO 2.5 /i I, fctixehJlfljtfc. SfcK, MPSr^fv-fcJ: 
VMP4:/^T-fc*;h*ft20 ji M*ft5Jtffc«*|C»a»Lfct>fl!>«: % -ett^n2.5M 
lToAl*., g^-Lfco KiR^*(50#il)*95t;T5»|||aH»Lfcf|, l3Mfc<PTaq DNA 
— 1? (GIBCO BRU±£t)£Al*.£:. PerkinElraer*tO-r-^/W--y-^^7- 
(Thermal Cycler ™)£/BV>T, C96 < C"C45?>^ % 53tT30#P*8, 72 < C-C1»^]07 P D 
^-k-CSSlNf^A^PCR&fTfcofc. 

(6) PCRj!i4&<7>*II3 

*tt«K5)T?#fc-t4x€*W>PCRa*i*U*a7— ^n-sy^r -£2JK££tt 

$#^{£®l»&7#o~;*^/U£SJffiU Wizard PCR Preps DNA Purification System 
<Promegatfctt)trJ||V\ «Sf+-r=aT/HcaoTDNA*»«L» TEttlr8K(l0inM)>!J 

ImM EDTA, P H8.0)50ju IT&SfDNASr&fflU JtSgPCRjgl&iLfco 
(7M>CRm<Z>iEStt££aift£ 
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Perkin Elmertttf>y.<.^— ^—..y-^^u.c,.— ^vC/'dF-yMDye 
Terminator Cycle Sequencing Kit)iPerkinElmertoi^— r/l/.f->r^7— (Thermal 
Cycler ™)fc«rffl^T, *»®iPCRM$j£i|i»£L-C, MP^-f^-fcJB^, 

^{C^*L^tL^Sf&WlCO^T, Si!l^ia?l|/i?S5!ggPRISM™3lO Genetic 
Analyzer (PE Applied Biotechnologies^) SrJIJV^ Mm\Z&tttStliZv~a.TA'lZ. 

w©a?ggj£3la^ #»^#^?>^©Lfcyy^DNA^^{Ci3lt5^k>^£<75^ 

^l&0i|l<6)-e^}t|iSiPCRti^>lOMli^ lnWy)T9W*y77— 2(GlBCO BRLtfc 
Si), mMftg>mg«tallEcoRl(GIBCO BRLttH)*JJ:Vll|lfi:OHindllI<CIBCO BRL 
?±$U)i:^P^, 37trtMWMWE£a*"C, »KPCRjfi*T*>6DNAfcW»Lfc. K 
DNA«rlOO»x^y-A'lOO/il«r*P*lH*t-20t;^30»IHtt»*, 10,000 Xg-C10^ 

10,000 XgTsaiHiSfc^LTitiMtefcfc. ttHJ*#ifc*$TKft»cMi\ 20 M 1 
*>fft*fc»flSU E^RI-Hindlll^JWrDNAWr^tLfco 

— TOI-LTO.Sjj g^pBluescript SK<-)^?*$KDNA(StratagenettM)«rffl 
PSg*^EcoRitHindllli:"e^Wft, *k*a5r^p-ay/ ffi2JK&KttaejKjft 
T^B-^^A'«ft«c»teJ:9iW2.7kbp©DNAWrfr4^HL^ Wizard PCR Preps 
DNA Purification System (Promegat£§5)£fflV\ ^tt^aT/H^oTDNA&JtSSl 
L, TElSSlfff <10mMhy^8M&%, ImM EDTA, pH8.0)50 // ITtSKDNA^ffiL 
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EcoRI-Hjndllieilllf^^-DNAWfjtitfco 

±^T#^fcEcoRI-HindlH^»rDNA»r)tl u ItEcoRl-HindlllfllSr^*- 
DNA»t^0.5ai l&frft&U rHlC<Jfi*6A£ U T4DNA';#— £JB/<?77— (GIBCO 
BRL*t|S)2*/I,T4DNAy#---|?(GIBCO BRUtM) l^ttiAl^fc©*,, 16"C-ei6B# 
^WDNAig^TO^tT^ofc. 

*ft€ft<£DNAi!j|£jR£M!|&£ % *l4a5-^B-s^ £2JigK:&tt4>£& 

50 m g/mlOT>'b , »>y V(Sigmattij) , 40 ji g/mlW^y^nf /u^^-- 0 -D-# 7 ? 
FS'K (SgmathlS) *5 «fctf 40 m g/mlWX-gal (Sigmatfcgi) «r&tf LB¥«&^i#iflS 

V\ Perkin Elmertttf)^ — 5^ — * — • iNf^/l" . {r^:^-*? h (Dye 
Terminator Cycle Sequencing Kit) ^PeririnElmerftcOif— •v/V-lM^?— (Thermal 
Cycler "OifcHwc, ^^^L^^U^K^J&ii*^5K^j^^Rf£:^*o 

^K^T, §®J^Sffi^J«?^^EPRISM™ 310 Genetic Analyzer(PE Applied 
Biotechnologie$*±)&ffll,>T, *£m\mtt£ti1t'?=.=LTMZ.&c>Tfcm&mmm 
Lit 0 

mMMW)&£m8)<7>1£%:t7!>>h. «-tt^#^yi,DNAOEGF-Rite^^n^ 

-?-m®<Dishi'><Dt?-/wk'<*-y\z^x. mmmte&i>>h-4u>. -443, 

-427*JJ:UC-417# B (£$U#£4*<7>tt|;#4§<S68. 671, 687*Sj:t*697J!fc£) <OU 
ri^P30£i?f*&&&#co&ifc#30£&, **ieh,*fo-t 0 EWft*tlfLfc20^P- 



14 



WO 00/17339 




PCT/JP99/05069 



EGF-R2Hs^(0|b?^^^-446, -443, -427#£tf-417#B04©<^>h 

s^mw,, &»fc*M&his>m**wut. ni«4, n2»3, pu*u 



* 1 & 





0 


1 


2 


3 


4 


**# 


I 


0 


3 


16 


10 




15 


7 


3 


5 


0 



^Mt^tzmmmtn^Th^mmm^uzm^, 739^81 (22/30 © 

3%&&(l/30)Ti>5 o 
^«»* s 2«TtV^»«l||^|a:£Lfc»# % 83%S*(25/30)flDflfc»t-aT 

30)-Cfe5o 

ttLTL*5**f433«ia (10/30) TfcS, 
£JI£#|2 

<l)Jftft*<Z>g£ 
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-?3-¥£<D®m&?$ [Arthritis Reum., 31, 315-324 (1988)] ^S<5#, *P3E2*^»r 

ttL ttMUZo S&>NA<atttt*5J:tfffi${tt, ReadyAmp™ Genomic DNA Purification 
System <Promegatt§£)£Jfll\ &fttf>-7- a 7/W£t£oTfTofco fl^ftfcDNAli, 

TEMffimnomMhvxm.mm.. imM edta, pm.o)izmmu mmmoon g/mitt 

%1&M2(2)X~nit%tl?f^V;2*m*&mz.nU Proc. Natl. Acad. Sci. USA, 89, 
1827-1831 (1992)(II5«©^^jCJ|iC, M«M**hybAto«fcfTfcofc. 

$VADNA&&l/igK, ^^yT — DNA^LTpBIuescript SK(-)7*5*^KDNA 
(Stratagene*±§!!)S:9/i *Mttz.W$%, Q.imfrmt+YW^itf&mQii I*, 37^ 
T-l0^-r^ 3 .^h-t-5^lc:J:«3»$-fr^ rttt3.6Mfi3EffiS^hy^AzK^ 
f(5(pH5.0)520Mli:10mMtKndr/^7k^30 ) u l^int, 50 t C"ei68#^>^-<~ 

Wizard Genomic DNA Purification System (Promegaft§D£/liV\ Mv=a7^|: 
ftoTDNA&f&liiU TE*g®f&(10mMhy;*&&J£, ImM EDTA % pH8.0)50/£ 
SDNASr^ffitfc, ^tflLn:DNA{C2N7Ke!<fc^-hy^A5M t^O^T^L, £iB.T5 
^fSH^a.-s-R,, ioo%=^y-/noo//iSrJu^TS8#Lfc^, -20^:^30^ 

TOgLfc, mt% 10,000 XgT?10^ji^^tT^^/iiittS§^H70%a: ; 5'y 

-/noo/x i4Jnx.tllS$tfc„ SffiflK 10,000 xgT?5#Pn^-fr#lfiLTft©$j£ 

(4)PCR^7-f-r-«)K^^ia 
fchO*&JfWB*tR*Sf*2 (erbB2/HER2/neu)iH5* (#TerbB2it£?- fcpf 

ftlWtfc. erbB2ite^07°D^— ^-SiZZ^g^iJt, erbB2£fc*£>»SRB!lteJ#?i± 
«-l*>fe-647#B*W«iaEfll©||iZZorfc-t»*>9, A$ftKtt£aitt*8-??]% 
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ZtlZmm-VkZiMol Cell. Biol., 7, 2597-2601 (1987). Gene 136, 361-364 
(1993) ] 0 -tlttGenBankx—^^— ^<75T^-fe-^3>'#^-Z13970Oga51J{c:*3tt5^ 

s#^3ooi^p>3647*-C(7)ia5ij^^-r^ e zommmm^^ trnmrntz.* 

^Ttttt«#^87i»P,Ji[S#flr449*T©EWK:ffi B Lfc. dfttt, »KM«&j&_bac 

{fc^^r5fc*^PCR7'7^^"Tfe5NeuS(e?lJ#^5)^«J:t/NeuA(g2^#f- 
6)£, ^T©J:?JCLTJR«-Ufc. 

*i"-^*«(EM##8(087-.449#B©ia5l|)roS/hi/>'«S(c)«r^^»S 

*&1"4-fe^r9-f-r--cas>S. NeuA^?-f-r-<EW#*8)ttH K?iJ#4§-7tf>3 

ry^-^yzfXt^Wt^^ **777^hfc[S.L.Beaucage & 
M.H.Caruthers, Tetrahedron Letters, 22, 1859 (l98l)]^fflV>fco 
<5)PCRi£,fc5tg$g 

£J6#l2<3)T^*ifc*fteh^Mffi^ 

&<GlBCO BRLtfc«)5/il, lOmMdNTP^^GlBCO BRL*fc») 1/i-U 
*3r>K(DMSO; Signup) 2.5 m I v **tl?tiM*.tZ. NeuST^-f ^ fcJ: 

/flTo*!*., fi^Lfe. ?^ll^(50Ml)%95 < C-C5^mfiLfc«, lltMfcflJJaa 
DNAtflMy— fef (GIBCO BRUtB)*Jq;tfc. PerkinElmertfcWf— -wu.-flvf*?- 
(Thermal Cycler ™)SrfflVNT, [94 < Cl?30^Pfl, 53t;T30S;^ v 72t-Cl^^]<7>^n 
^ r 7i»T40-^-r^/U<DPCRSrtT4oyi:o 
(6)PCR^!feo^®{ 
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^te«H2(5)T#fc^H^H^pcRMfe mmm. & mmm> 

*!B83tT-?363bp<&&*f) <D'^b'U'A<0i&M&7$v-X>fA>i:®mL. Wizard 
PCR Preps DNA Purification System (Promegaf±!g{)£:flJV\ ^#-7i a 7/V|:^oT 
DNA£fg^UTEi^®&(10mMMj ImM EDTA V pH8.0)50/i IT^DNA 

(7) PCRH^O^o-=v^^Sl£?iift^ 

^j£^2(6)t?#fc^a!iPCRs^(s#A*9a^, ®ft%mmmm)&io» iko 

V^T, rtilROTA^n— ^V^-dr^r-pGEM-T Easy Vector System II (Promega&SU) £ 
ffl V \ tfc#<7>:A3 — /i, (Promegatfcya ha — ;l^TM042) l£ti£V ^ o — =-^f^'^ta 
ofco &^l-r-7^7^-^Lfc^J}|®JM109tt(|5l^HCgs#)$r > 50 u g/mlW 
TVtf S/JJ V (Sigma&§!{) , 40 n g/mlO-fy bT/U*;*-- 0 -D-jfyf r->K (Sigmafl: 
SJ)*3«fct^40/ig/inlOX-gal(SiginatfcS!{)^tP ISTO^**^**?--** 
^2fig)±T37 < CTlBraig#t^o ?fc$^#J6±l::£C&fife<Z>=mzi 

^n^<D^7^5KDNA^®^Ux7 P 7'f^-iC«^=^--^A..^ , 7>f^--^ 
V\ Perkin Elmer^±CD^-< • ? — 5^ — ^— -iNf ^/l" irSi/^P'St-y h (Dye 
Terminator Cycle Sequencing Kit) tPerkinElmer|±<£1r---v/l'«-»J-^;7— (Thermal 
Cycler ™)£&ffiV>T, ^^^Lfc^^u^^KSrfeii^SE^J^^SJ&^fr^o 

§Sfo&&IB?ljft?8&3£gPRISM™310 Genetic Analyzer(PE Applied Biotechnologies 

(8) ^h^3KS<^>^Mb^fil 
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*-m*<Oi'hi/ % s<D&A>it'<*- % sWt> % B2RBf}te&±8£-380, -372*>\ttf 
-360#B (E$fl#*8£:fc3i?S&£«*268« 276i$l:Um\zm)<Di/his>mm 

erbB2j£& : ?-<£fe¥||flte&a>ib-380, -372fc«fcU«-360S B^^hi^^S^pt,, * 



121 
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#S. *4>S£, ^#»#^^LTt*9fife$tt33%M(l/3)Tfc5„ 

U0)1t&ISS51J»-^tf>^irri£ &<D2) 
/9)<bf£»rT£5 0 
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ffi * <o $5 ffl 

Mt*e>ttBi£tt4>»«r£. 

If 3fc<o&B8 1 iBtt<z>£ iff i£„ 

7. ga^J#^4K:iot7£J££§#668, 671, 687:13 «k t*697<7> 
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!2lIB«£<Z>^»rifc 0 

£*«:1*«Jrt6, f»#tf>$&B8l l &®<D®mm 0 

13. IS*<D$BBBi~4*3J:l/io-i2IE©<^^rr&<Z)V>Tn*M^v^5 > ffiyiJS 

14. IB?lJ#^-l,2,5*fcli6-e^$H^l&£E5iISrWi-5DNA 0 
DGGE(denaturing gradient gel e\ectrophores\s)feXfo5ffi$t<Dl&ffll5%&%£(Djjfe 0 



21 



WO 00/17339 




ftt$# 





-446 -443 -427 -417 


Nl 


• • • «~ 


N2 




N3 


ft • • 


N4 


• • — • m — 


N5 


— • — "~ft ft m — 


N6 


• • — m — 


N7 


— • • — 


N8 


— • • — ~ ft — 


N9 


• • m — 


N10 


— • # m 5 — 


Nil 


— • • 


N12 


— • • " 


N13 


— • m — 


N14 


— • • • • — 


N15 




IM16 


ft • ft" * — 


N17 


• ft ft ft 


N18 


ft « ft 


N19 




N20 




N21 




N22 




N23 




N24 




N25 


• • • 


N26 


• • • 


N27 




N28 


• • • • 


N29 


• • • 


N30 






PCT/JP99/05069 



1 B 


I 




-446 -443 -427 -417 


pi 


ft 


P2 




P3 


ft ft 


P4 




PS 




P6 




P7 


ft 


P8 


A m m 
w ft ft 


P9 




Pin 


ft m 


P11 

r 1 1 


w 


PI 2 




P13 


* m m 
w ft ft 


P14 




P15 




P16 




P17 


• ft m " 


P18 


ft 


P19 




P20 


• ft ft 

^ w w 


P21 




P22 




P23 


• • 


P24 


• 


P25 




P26 


• • • 


P27 




P28 


• 


P29 


• 


P30 





1/2 



WO 00/17339 



PCT/JP99/05069 





-380 


-372 


-360 


Gl 


• 






C2 


• 






C3 


• 


• 





I 2 0 





-380 


-372 


-360 


R1 


• 






R2 








R3 








R4 


• 






R5 








R6 








R7 








R8 








R9 


• 







2/2 



WO 00/17339 




PCT/JP95V05069 



SEQUENCE LISTING 



<110> Kyowa Hakko Kogyo Co., Ltd 

<120> Diagnostic method for detecting cell-proliferating diseases 

<130> 11155 

<140> 
<141> 

<150> HI 0-265089 
<151> 1998-09-18 



<160> 8 

<170> Patentln Ver. 2.0 

<210> 1 
<21l> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 1 

ccaaaacgaa ttcaaaactc caaccacctc 

<210> 2 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence:Synthetic DNA 
<400> 2 



taggggaagc ttggggattt 


gaataaagga 




3 


<210> 3 










<211> 582 










<212> DNA 










<213> Hunan 








<400> 3 










tagggggagg 


ttggggattt 




gtagiLixtL tgttggtgtt attatttgat 


60 


gttggtttta 


aggtttggtt 


ag twig 11 la 


aagtiggtai aagtttgttt tgtaaaataa 


120 


aagaagggaa 


agggggaagg 


ggattttggt 


atagatttgg tttgatttgg atataggttg 


180 


ggttgtaagt 


ttgtggggat 


tgggtttaga 


ggggtagtgt tgggaatgtt ttttttggaa 


240 


attaattttt 


tagggtattg 


1111 i » 1 J 1 4 
ttttttttU 


atgtgttgtt ttatttttgt tggagattag 


300 


gttttgtggg 


ggttattgtg 


111 A I 1*1 

tttattgttt 


tgtggttgtt ggttttgggt ttttgttgtt 


360 


ggtttttttt 


tttttttttt 


1_ 1 i i * j ■ t 

gtattttttt 


ttttttttgt tttttttgat tttttttttg 


420 


ttgtttggtt 


tttttttttt 


ttgttttgtt 


ttttgtgttt tggtttgtgt gagttagatg 


480 


tttgggtagt 


ttttggtgta 


gtgtggttgt 


agtagttttt tttttttgta tggtgtgagt 


540 


gtttgttgtg 


ttgaggtggt 


tggagtxtig 


agttagtttt gt 


582 


<210> 4 










<211> 1200 










<212> DHA 










<213> Hunan 








<400> 4 










aagcttccgc 


gagtttccca 




cicgcgggac laccaggggt agtgggacac 


fin 


ttagcctctc 


taaaagcacc 




ttugigicaa gccttuaitc caagagcttc 


1 20 


acttttgcga 


agtaatgtgc 


ttcacacatt 


ggcttcaaag tacccatrcc teettccaat 


180 


aaacattaag 


gaggcctgtc 


tctgcacccg 


gagttggtgc cctcatttca gatgatttcg 


240 


agggtgcttg 


acaagatctg 


aaggaccctc 


ggactttaga gcaccacctc ggaacgcctg 


300 


gcacccctgc 


cgcgcgggca 


cggcgacctc 


ctcagctgcc aggccagcct ctgatccccg 


360 


cgaggggtcc 


cgtagtgctg 


cagggggagg 


ctggggaccc gaataaagga gcagtttccc 


420 


cgtcggtgcc 


attatccgac 


gctggctcta 


aggctcggcc agtctgtcta aagctggtac 


480 


aagtttgctt 


tgtaaaacaa 


aagaagggaa 


agggggaagg ggaccctggc acagatttgg 


540 


ctcgacctgg 


acataggctg 


ggctgcaagt 


ccgcggggac cgggtccaga ggggcagtgc 


600 
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tgggaacgcc cctctcggaa attaactcct cagggcaccg ctcccctccc atgcgccgcc 660 

ccactcccgc cggagactag gtcccgcggg ggccaccgtg tccaccgcct cgcggccgct 720 

ggccttgggt ccccgctgct ggttctcctc cctcctcctc gcattctcct cctcctctgc 780 

tcctcccgat ccctcctccg ccgcctggtc cctcctcctc ccgccctgcc tcccgcgcct 840 

cggcccgcgc gagctagacg tccgggcagc ccccggcgca gcgcggccgc agcagcctcc 900 

tccccccgca cggtgtgagc gcccgccgcg ccgaggcggc cggagtcccg agctagcccc 960 

gcggccgccg ccgcccagac cggacgacag gccacctcgt cgcgtccgcc cgagtccccg 1020 

cctcgccgcc aacgccacaa ccaccgcgca cggccccctg actccgtcca gtattgatcg 1O80 

ggagagccgg agcgagctct tcggggagca gcgatgcgac cctccgggac ggccggggca 1140 

gcgctcctgg cgctgctggc tgcgctctgc ccggcgagtc gggctctgga ggaaaagaaa 1200 

<2 1 0>5 ' 
<2 1 1>2 5 

< 2 1 2 >DNA 

<2 1 3 Artificial Sequence 
<2 2 0> 

< 2 2 3 >Description of Artificial Sequence: Synthetic UNA 
<400>5 

ggtttgggat ggagtaggat gtaag 25 

<210>6 
<2 1 1 >2 5 

< 2 1 2 >DNA 

< 2 1 3 >Artificial Sequence 
<2 20> 

< 2 2 3 >Deacription of Artificial Sequence .Synthetic DMA 
<400>6 

cttatacttc ctcaaacaac cctcc 25 

<2 1 0>7 
<2 1 1 >3 6 3 

< 2 1 2 >DNA 

< 2 1 3 > Human 
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<4 0 0>7 

ggtttgggat ggagtaggat gtaagttttt taggaagtta gataattgag atttaaaggg 60 

tgttaagagt ggtagtttag ggaaatttat tttggatttt gggggagggg gtagagttat 120 

tagtttttgt atttagggat tttttgagga aaagtgtgag aatggttgta ggtaatttag 180 

gtgttttggt gttaggaggg atgatttagg tttgtgtgaa gagagggaga aagtgaagtt 240 

gggagttgtt gatttttaga ttttgttgga atgtagttgg agggggtgag ttgggagtgt 300 

gtttgttttt aattattgga gaaggaggag gtggaggagg agggttgttt gaggaagtat 360 

**8 363 

<2 1 0>8 
<2 1 1>6 4 7 

< 2 1 2 >DHA 

< 2 1 3 > Human 

<400>8 

aggtaaacac aacacatccc cctccttgac tatcaatttt actagaggat gtggtgggaa 60 

aaccattatt tgatattaaa acaataggct tgggatggag taggatgcaa gctccccagg 120 

aagttagata actgagactt aaagggtgtt aagagtggca gcctagggaa atttatcccg 180 

gactccgggg gagggggcag agtcaccagc ctctgcattt agggattctc cgaggaaaag 240 

tgtgagaacg gctgcaggca acccaggcgt cccggcgcta ggagggacga cccaggcctg 300 

cgcgaagaga gggagaaagt gaagctggga gttgccgact cccagacttc gttggaatgc 360 

agttggaggg ggcgagctgg gagcgcgctt gctcccaatc accggagaag gaggaggtgg 420 

aggaggaggg ctgcttgagg aagtataaga atgaagttgt gaagctgaga ttcccctcca 480 

ttgggaccgg agaaaccagg ggagcccccc gggcagccgc gcgccccttc ccacggggcc 540 

ctttactgcg ccgcgcgccc ggcccccacc cctcgcagca ccccgcgccc cgcgccctcc 600 

cagccgggtc cagccggagc catggggccg gagccgcagt gagcacc 647 
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